Background: The presence of echolucent carotid plaques as defined by low ultrasound grey-scale median (GSM) is associated with a higher risk of stroke and myocardial infarction. Betablockers have shown possible anti-atherosclerotic effects. The aim of the present study was to determine if there is an association between carotid plaque GSM and treatment with betablockers. Methods: The GSM of the carotid plaques of 350 patients who underwent carotid endarterectomy (CEA) for asymptomatic (n = 113) or symptomatic (n = 237) carotid disease was measured. Patients were divided in two groups based on the absence/presence of an on-going long-term (i.e. at least 6 months) oral treatment with betablockers at the time of CEA.
Background
B-mode ultrasound of the carotid arteries has shown to be a valid method for non-invasive assessment of the presence and clinical burden of atherosclerosis [1, 2] .
There is today a general consensus that the risk of an atherosclerotic plaque to become symptomatic is not only dependent on the degree of stenosis but also on its composition.
The possibility to assess carotid plaque morphology on ultrasound images in a standardized way has been widely explored in the last decade mostly by the use of the grey-scale median (GSM). Echolucent plaques, which have shown to be rich in lipids and macrophages as expression of a high degree of intrinsic plaque inflammation [3] [4] [5] .
Treatment with statins has already shown to influence plaque composition and its ultrasound appearance [6, 7] . As perioperative beta-blockade became standard therapy in the prevention of cardiovascular (CV) events in patients undergoing vascular surgery, the question about their mechanisms of action was raised. Several hypotheses such that of a reduced inflammatory response which leads to the atherogenic process [8] , or the effects by the promotion of laminar flowpatterns [9] have been advanced. Furthermore, betablockers have been shown to have an inhibitory effect on early stages of carotid atherosclerosis development [10, 11] and a long-term exposition to betablockershas been associated to a milder degree of inflammation in carotid plaques [12] .
The aim of the current study is to investigate the possible influence of long-term treatment with betablockers on the GSM of carotid plaques of patients using it as a surrogate marker of the effects on plaque composition.
Methods

Study population
410 patients who underwent carotid endarterectomy (CEA) between October 2005 and December 2012 at our Vascular Department were identified for inclusion in this study. Informed consent was given by all patients and the study was approved by the local ethical committee (Regional ethical committee, Lund -decision number 472/2005).
Sixty patients were excluded because of the presence of extremely calcified plaques not allowing a GSM measurement, accounting for a total of 350 analysed plaques.
Patients with ipsilateral carotid artery occlusion, radiation carotid artery stenosis or restenosis after previous CEA or endovascular treatment were excluded. An independent accredited neurologist clinically assessed all patients preoperatively. Patients were considered to have asymptomatic disease if they had no amaurosis fugax (AF), transient ischemic attacks (TIAs) or stroke in the 6 months prior to surgery. Indications for surgery were described in detail elsewhere [13] .
Information about comorbidities and past medical history were obtained through standardized preoperative interviews and review of the medical records. Comorbidities such as hypertension, diabetes, smoking, as well as the body mass index (BMI), serum levels of triglycerides (TG), low-density lipoproteins (LDL), high-density lipoproteins (HDL) were recorded.
The Swedish national medication register was analysed to identify and determine the presence of any on-going treatment with betablockers at the time of surgery and its duration. This is a nationwide healthcare database where all the prescriptions are registered. Long-term treatment was assumed in patients receiving betablockers of any type and dose for at least six months before surgery, regardless of the primary indication. All patients undergoing CEA were routinely prescribed long-term treatment with statins (simvastatin 40 mg) and acetylsalicylic acid (75 mg) or clopidogrel (75 mg) daily, if this treatment was not already in use.
B-mode ultrasound and measurement of GSM
One day before surgery, carotid ultrasound investigation was performed by a certifies sonographer using an Acuson Sequoia (Acuson, Mountain View, CA, USA) with a 6 MHz-probe according to a previously published method [14] .
All images for measurement of GSM in the plaque were obtained in the longitudinal projection showing the largest plaque present. GSM analysis was performed on a longitudinal image showing the largest plaque present in a predefined window consisting of three centimeters of the common carotid artery (CCA), the bulb and one centimeter of the internal-and external carotid artery (ICA and ECA respectively).
A video colour flow sequence was recorded in order to help in outlining the plaque for GSM analysis. All GSM measurements were performed by a single specially trained and experienced sonographer (G.A.) with blinded patient information, including current medications. An intravariability study (n = 20) for measurement of GSM showed that the method had good reproducibility, with a coefficient of variation of 7% and absolute difference between measurements was 1.5 units.
Measurement of GSM was done using Adobe Photoshop 12.0 (Adobe System incorporated, San Jose, CA, USA) with a method previously described [15] . In brief, the method is based on the standardization of images where black, represented by lumen, and white, represented by the adventitia, are given the values 0 and 190, respectively. After linear adjustment of the grey scale in the images according to these values, the plaque was outlined. The median value of the grey scale, the GSM value, in this outlined area was used to define the degree of echogenicity in the plaque.
Statistical analysis
Continuous variables are presented as mean ± standard deviation (SD) when not stated otherwise, while categorical variables are presented as percentages.
As the GSM values of the entire study population were non-normally distributed, its median was used to divide plaques in to echolucent (≤30) and echogenic (>30).
Mann-Whitney U test and Spearman's rank correlation were used for GSM analysis for the same reason.
Simple and multiple linear regressions were used to explore the relationship between two or more continuous variables, while logistic regression was used in case of dichotomous variables. The regression model included age, gender, hypertension, diabetes, tobacco use, pre-operative symptoms and use of statins. A P-value of < .050 was considered statistically significant. Statistical analysis was performed using SPSS 22.0 (IBM Corp., Amonk, NY: USA).
Results
The plaques of three-hundred and fifty patients (70 ± 9 years, 245 males) undergoing CEA were included. Two-hundred and thirty seven (68%) plaques were associated with ipsilateral hemispheric symptoms while 113 (32%) were not.
The study population was divided into two subgroups based on the absence (n = 197) or presence (n = 153) of long-term treatment with betablockers at the time of surgery. Nine different types of betablockers were used (metoprolol 72%, atenolol 20%, bisoprolol 4%, others 4%), with a mean time of treatment duration was of 53.2 ± 22.3 months. Overall 87% of the subjects were on statins for at least 1 month before CEA (mean treatment time 46.5 ± 23 months).
As shown in Table 1 , patients with betablockers had more frequently arterial hypertension (P < .0001), diabetes (P = .035) and a higher BMI (P = .0004), while patients without betablockers were most frequently smokers (P = .017).
Age, the degree of stenosis, the incidence and type of preoperative neurological symptoms, the time between symptoms and CEA as well as the serum levels of TG, LDL, HDL were not different between the two groups of patients.
As shown in Figure 1 , patients with betablockers revealed to have higher GSM than those without (37.79 ± 25 vs 32.61 ± 23.50 P = .036).
Echogenic plaques (i.e. with GSM > 30) were more frequent in patients with betablockers . This finding could be confirmed after regression analysis using age, gender, the occurrence of preoperative symptoms, diabetes, hypertension, smoking, BMI and statins use as confounding factors (see Tables 2, 3 , 4, 5).
Discussion
The main finding of this study was that long-term treatment with betablockers was associated with higher GSM values of carotid plaques. The degree of stenosis and plaque morphology, defined by its structure and surface characteristics, are thought to play an important role in the pathogenesis of CV events. An unstable carotid plaque is associated with a thinning of the fibrous cap, infiltration of inflammatory cells leading to surface ulceration, and plaque rupture [16, 17] . An early identification of these features suggesting plaque instability would therefore be very useful for treatment. Recent ultrasound studies based on a computerized measurement of the GSM value of the carotid plaque demonstrated that a low GSM value, reflecting echolucent lesions, was associated with an increased risk of cerebrovascular events and may represent a good predictor of carotid plaque behavior [18] , leading to suggest GSM measurement as a complementary tool in the planning of the treatment of carotid artery stenosis in addition to neurological symptoms and the degree of stenosis [19] .
The possible anti-atherosclerotic effects of several drugs have been investigated. Statins are probably one of the most studied with its use leading to increased GSM both in carotid and coronary plaques [20, 21] . This could be an expression of a more stable plaque phenotype and can be used to monitor their effects on atherosclerotic lesions. Betablockers have been increasingly used in vascular surgery because of their suggested effect in reducing the occurrence of postoperative CV events as suggested by several treatment guidelines [22, 23] . However their indiscriminate use in surgical patients, independently of their CV risk, has been strongly questioned [24] . Even if treatment with betablockers has shown to be associated with possible anti-atherosclerotic effects on early stages of carotid lesion development [10, 11] , their mechanisms of action are still unknown. Their antiatherogenic effects could be the result of the reduced endothelial injury related to a decrease in heart rate and pulse pressure, which produce an increase in shear stress and a decrease in pressure related cycling stretching of the artery [25] . Hampering the sympathetic nervous system could also contribute to the antiatherogenic effects of betablockers preventing endothelial injury and reducing the vessel wall permeability to LDL particles [26] . This results in a milder degree of lipid accumulation that, in its turn, produces a more echogenic plaque pattern on ultrasound [3, 27] .
A higher degree of intra-plaque inflammation as expressed by a higher content of macrophages [4] , and pro-inflammatory cytokines [28] has been shown to lie behind the echolucent aspects of carotid plaques. A possible intrinsic anti-inflammatory action of betablockers, as supported by the results of an animal study [29] , could also explain our findings of higher GSM, i.e. more echogenic plaques in patients on long-term treatment with betablockers. Several lines of evidence suggest that this could possibly reflect a positive effect on atherosclerotic lesions, which, in turn, are associated with a lower risk for development of clinical events [18, 30] . To the best of our knowledge, this is the first study reporting an ultrasound verification of a stabilising effect of the long-term treatment with betablockers on advanced atherosclerotic disease.
As previously reported [12] , we could confirm in a larger cohort of patients that those on long-term treatment with betablockers revealed to have more often arterial hypertension, diabetes and a higher BMI. This could suggest a different phenotype than those without, which could be representative of a metabolic syndrome.
A wide range of GSM threshold values, going from 25 to 74, are proposed in the literature to distinguish echolucent from echogenic plaques [18, 19, 28] . These various cut-off points may be attributable to different choices for the standardization of the reference values (lumen and adventitia). For the purpose of the present study, we decided to use the median GSM value of the entire study cohort as cutoff value (i.e. 30).
Moreover, GSM analysis represents a median value of the whole atherosclerotic area and it may not necessarily reflect the presence of particular regional components. New techniques, such stratified analysis [31] and ultrasound risk scores [32] have been developed in order to solve this problem, but their application on large scale have been limited by their complexity so far. The different therapeutic regimes in terms of betablocker type, absolute dose and duration are bringing heterogeneity to the study population, but tend to reflect clinical practice. Furthermore, the small sample size and the predominant use of metoprolol do not allow any meaningful analysis of the possible influence of the drug type on GSM.
Other simultaneous medical treatments, such as statins and immunotherapy [33] , as well as the presence of known and unknown comorbidities could have influenced our findings. The association between long-term treatment with betablockers and higher GSM was, nevertheless, confirmed after statistical correction for statins use and the presence of a known hypertension and diabetes. However, the absence of accurate data on blood pressure and HbA1c can be seen as a limitation of this study.
Its non-randomized design is to see as a limitation of this study and should be overcame in order to be able to make general recommendation about the use of a longterm betablockers treatment in patients with advanced atherosclerotic lesions. Furthermore, the retrospective nature of the study with the absence of a GSM measurement upon the initiation of the betablockers treatment does not allow any kind of speculation about their mechanism of action or their possible direct influence on plaque composition. Prospective, randomized studies, above all on patients with asymptomatic carotid disease are therefore required for confirmatory purposes. 
